136
. Jane Rogers and Ryuzo Yanagimachi of 0-3 to 1·0 107 spermatozoa/ml. An aliquot (1 ml) of the suspension was put in a glass vial (2-5 cm diam.) with an air-tight cap and incubated in air at 37°C. For each experiment, at least four replicate vials were prepared. Motility, the acrosome reaction of spermatozoa, and the hyaluronidase released from the spermatozoa into the medium were determined (1) shortly after the start of the incubation, (2) after incubation for 16£ to 24 hr, and (3) 10 min after the subsequent addition of calcium chloride. The analyses consisted of (a) examina¬ tion of the suspensions microscopically with dark-field illumination in order to estimate the % of spermatozoa that were motile and the % that had undergone the acrosome reaction, and (b) assays of the released hyaluronidase activity. For the latter, the remaining suspension was centrifuged at 600 g for 5 min and the hyaluronidase in the clear fluid was determined by the method of Rogers & Morton (1973 The technique used in this study appears to be more reliable than those used previously (Rogers & Morton, 1973; Talbotíí al., 1974a, b) for the measurement of the release of hyaluronidase, since the potential hyaluronidase leakage due to sperm death is separated from the release of hyaluronidase mediated by the acrosome reaction. Although hyaluronidase is associated with the acrosome, its association with acrosomal membranes is controversial (Metz, Seiguer & Castro, 1972; McRorie & Williams, 1974 
